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First a lysed whole blood sample is incubated with a solid phase that is coupled with boronic acid or similar boronate compound through 
covalent linkage chemistries known in the art. Next, a labeled antibody to human hemoglobin is added and the resulting signal is directly 
proportional to the %GHb in the sample. The advantages of measuring %GHb using a single determinauon include high precision and, 
since the assay is easily automatable, high throughput. With automation, this assay can also be consolidated with other testing on one 
analyzer. The method according to the various embodiments of the invention thus eliminates the need for two measurements: one for GHb 
and another for total hemoglobin (THb). 



FOR THE PURPOSES OP INFORMATION ONLY 



Codes used to identify States party to the PCT on the front pages of pamphlets publishing international applications under the PCT. 



AL 


Albania 


ES 


AM 


Armenia 


FI 


AT 


Austria 


FR 


AU 


Australia 


GA 


AZ 


Azerbaijan 


GB 


BA 


Bosnia and Herzegovina 


GE 


BB 


Barbados 


GH 


BE 


Belgium 


GN 


BF 


Burkina Faso 


GR 


BG 


Bulgaria 


HU 


BJ 


Benin 


IE 


BR 


Brazil 


IL 


BY 


Belarus 


IS 


CA 


Canada 


IT 


CF 


Central African Republic 


JP 


CG 


Congo 


KE 


CH 


Switzerland 


KG 


CI 


Cote d'lvoire 


KP 


CM 


Cameroon 




CN 


China 


KR 


CU 


Cuba 


KZ 


CZ 


Czech Republic 


LC 


DE 


Germany 


LI 


DK 


Denmark 


LK 


EE 


Estonia 


LR 



Spain 
Finland 
France 
Gabon 

United Kingdom 

Georgia 

Ghana 

Guinea 

Greece 

Hungary 

Ireland 

Israel 

Iceland 

Italy 

Japan 

Kenya 

Kyrgyzstan 

Democratic People's 

Republic of Korea 

Republic of Korea 

Kazakstan 

Saint Lucia 

Liechtenstein 

Sri Lanka 

Liberia 



LS 


Lesotho 


SI 


Slovenia 


LT 


Lithuania 


SK 


Slovakia 


LU 


Luxembourg 


SN 


Senegal 


LV 


Latvia 


sz 


Swaziland 


MC 


Monaco 


TD 


Chad 


MD 


Republic of Moldova 


TG 


Togo 


MG 


Madagascar 


TJ 


Tajikistan 


MK 


The former Yugoslav 


TM 


Turkmenistan 




Republic of Macedonia 


TR 


Turkey 


ML 


Mali 


TT 


Trinidad and Tobago 


MN 


Mongolia 


UA 


Ukraine 


MR 


Mauritania 


UG 


Uganda 


MW 


Malawi 


US 


United States of America 


MX 


Mexico 


UZ 


Uzbekistan 


NE 


Niger 


VN 


Viet Nam 


NL 


Netherlands 


YU 


Yugoslavia 


NO 


Norway 


ZW 


Zimbabwe 


NZ 


New Zealand 






PL 


Poland 






PT 


Portugal 






RO 


Romania 






RU 


Russian Federation 






SD 


Sudan 






SE 


Sweden 






SG 


Singapore 







WO 98/40750 



PCT/US98/05005 



DETERMINATION OF % GLYCATED HEMOGLOBIN 

Field of the Invention 

The present invention relates to a method for 
detecting the presence or amount of glycated hemoglobin 
(GHb) in a blood sample, and more particularly, to an 
improved, highly accurate, one -read method for assessing 
percentage glycated hemoglobin, that is, a method which does 
not require a measurement of total hemoglobin (THb) . 

Background of the Invention 

Glycated hemoglobin (GHb) refers to a series of 
minor hemoglobin components that are formed via the 
attachment of various sugars (most commonly glucose) to the 
hemoglobin molecule. The human erythrocyte is freely 
permeable to glucose. Within each erythrocyte, GHb is 
formed at a rate that is directly proportional to the 
ambient glucose concentration. The reaction of glucose with 
hemoglobin is nonenzymatic , irreversible and slow, so that 
only a fraction of the total hemoglobin is glycated during 
the life span of an erythrocyte (120 days) . As a result, 
the measurement of GHb provides a weighted "moving" average 
of blood glucose levels that can be used to monitor long- 
term blood glucose levels, providing an accurate index of 
the mean blood glucose concentration over the preceding 2 to 
3 months. The most important clinical application of this 
is in the assessment of glycemic control in a diabetic 
patient . 

Hemoglobin Ale (HbAlc) is one specific type of 
glycated hemoglobin and is the most important hemoglobin 
species with respect to diabetes. The amount of total 
hemoglobin that is HbAlc is approximately 3 to 6% in 
nondiabetics, and 20% or greater in diabetes that is poorly 
controlled (Goldstein DE, et al, Clin Chem 32.: B64-B70 
(1986)). In HbAlc, glucose is attached to the amino 
terminal valine residue of one or both of the hemoglobin A 
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beta chains. HbAlc (as well as other glycated Hemoglobin Ai- 
species) can be separated from nonglycated hemoglobins by 
methods that separate molecules based on differences in 
their electrical charges. Glycation of hemoglobin also 
occurs at other sites on the hemoglobin molecule, but these 
species cannot be separated from nonglycated hemoglobins 
based on charge differences, so all of these species of 
hemoglobin are termed HbAO. Methods that measure all forms 
of glycated hemoglobin are said to measure total GHb . Since 
glycation at one site appears to be proportional to 
glycation at any other site, there is a linear relationship 
between GHb and HbAlc. The Diabetes Control and 
Complications Trial (DCCT) Research Group reported that a 1% 
change in GHb (%HbAlc) represents an average change of 3 00 
mg/L in blood glucose levels over the preceding 120 days. 

Traditional methods of assessing blood glucose 
control in diabetes, including urine and blood glucose 
levels, have a limited value since they can fluctuate, do 
not provide information on glucose levels over time, and are 
influenced dramatically by diet. However, measurement of 
GHb is an accurate index of a person's mean blood glucose 
level over the preceding 2 to 3 months and can provide a 
diabetic patient an overview of their success in meeting 
long-term goals for controlling their blood glucose levels. 
Since GHb levels can be used to monitor a patient's glycemic 
control over time, a high degree of long-term assay 
precision and standardization across different methodology 
is essential. In response to these clinical requirements, . 
the American Association of Clinical Chemistry (AACC) formed 
a subcommittee on GHb standardization in 1993. The GHb 
Standardization Subcommittee recommended that within- 
laboratory, between-run CVs be maintained at 5% or lower for 
all GHb assays, and that standardization be based on 
correlation to the DCCT for fresh samples. All manufactured 
assays must meet these requirements to receive 
certification. 
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Clinical assay methods separate GHb from total - - 
hemoglobin based on either charge differences or structural 
characteristics. Methods based on charge differences 
include cation exchange chromatography and electrophoresis, 
and separate HbAi or HbAlc from HbAO based on the difference 
in their charges. Ion exchange chromatography can be 
performed either in large columns, mini or micro columns, or 
by high pressure liquid chromatography (HPLC) . Large column 
methods are impractical for routine use in a clinical 
laboratory, but simplified mini or micro columns are 
available. However these methods show poor reproducibility 
and are very sensitive to variations in temperature, pH and 
ionic strength. While electrophoretic methods are not as 
sensitive to temperature, pH or ionic strength, they have 
other drawbacks which are also seen with ion exchange 
methods, namely, interference by a labile GHb intermediate, 
which must be removed prior to GHb testing, problems if a 
hemoglobinopathy is present, sensitivity to sample storage 
conditions and interference from extraneous clinical 
factors, such as aspirin therapy, ethanol levels and uremia. 
Also, HPLC and electrophoresis require specialized 
equipment . 

Methods based on structural characteristics 
include affinity binding or chromatography and 
immunoassays. These methods are less sensitive to small 
variations in temperature, pH or ionic strength, and 
generally are not affected by labile GHb intermediates, 
hemoglobinopathies or sample storage conditions or the 
extraneous clinical factors mentioned above. However these 
methods either involve separation of GHb from nonglycated 
components or require 2 separate determinations - one for 
total hemoglobin and a second for GHb or HbAlc - to 
calculate %GHb. Use of a boronate ligand coupled to a solid 
phase matrix can be used in affinity binding assays due to 
the affinity of boronate for GHb. Ratios of bound 
(glycated) to nonbound (nonglycated) hemoglobin can then be 
quantified. Immunoassays measure HbAlc using HbAlc specific 
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antibodies, but require 2 separate determinations, one for" 
total hemoglobin and the other for HbAlc, in order to* 
calculate %GHb. Alternatively an immunoassay may bind all 
hemoglobin species using passive adsorption, then detect 
HbAlc with a specific antibody conjugate; however this 
method may be adversely affected by hemoglobin variants. 

What is therefore needed in the art is an 
improved, highly accurate method of detecting the presence 
or amount of glycated hemoglobin in a blood sample which 
does not require a determination of the total hemoglobin 
content as well. 

Summary of the Invention 

The unique and novel approach described herein 
measures %GHb in whole blood samples and provides a %GHb 
result following only a single measurement. This differs 
from the methods described above and currently available in 
the art which require separate total and GHb measurements to 
calculate a %GHb result as, for example, a ratio of GHb/THb 
X 100. The GHb assay described herein uses a simple 
procedure for the determination of DCCT Standardized %GHb in 
whole blood samples. First, a lysed whole blood sample is 
incubated with a solid phase that is coupled with boronic, 
phenylboronic or boric acid or related boronate compound 
through covalent linkage chemistries known in the art. This 
solid phase is novel since it specifically captures GHb in 
direct proportion to the %GHb in the sample. Next, a 
labeled component that recognizes human hemoglobin is added 
and the resulting signal is directly proportional to the 
%GHb in the sample. The advantages of measuring %GHb using 
a single determination include high precision (less than 
about 5% CVs) and, since the assay is easily automatable, 
high throughput (100 to 200 tests/hour) . With automation, 
this assay can also be consolidated with other testing on 
one analyzer. 
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Brief Description of the Figures 

Figure 1 is a graph illustrating the results of 
testing whole blood samples to determine %GHb levels using 
CMA/Merquat coated particles and samples pre-mixed with 
polyanion reagent according to one embodiment of the 
invention. 

Figure 2 is a graph illustrating the results of 
testing whole blood samples to determine %GHb levels using 
CMA/Merquat coated particles with polyanion reagent 
according to one embodiment of the invention. 

Figure 3 is a graph illustrating the results of 
testing whole blood samples to determine %GHb levels using 
CMA-APBA coated particles according to one embodiment of the 
invention. 

Figure 4 is a graph illustrating the results of 
testing whole blood samples to determine %GHb levels using 
CMC-APBA coated particles according to one . embodiment of the 
invention. 

Figure 5 is a graph illustrating the results of 
testing whole blood samples to determine %GHb levels using 
PAA-APBA coated particles according to one embodiment of the 
invention. 

Figure 6 is a graph illustrating the results of 
testing whole blood samples to determine %GHb levels using 
TREN- CMA-APBA coated particles according to one embodiment 
of the invention. 

Figure 7 is a graph illustrating the results of 
testing whole blood samples to determine %GHb levels using 
TREN-CMC-APBA coated particles according to one embodiment 
of the invention. 

Figure 8 is a graph illustrating the results of 
testing whole blood samples to determine %GHb levels using 
APBA coated particles according to one embodiment of the 
invention. 

Figure 8A is a graph illustrating the results of 
testing whole blood samples to determine %GHb levels using 
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EDA-CMA-APBA coated particles according to one embodiment of- 
the invention. 

Figure 9 is a graph illustrating the correlation 
between %GHb levels determined using the Biorad Diamat HPLC 
and the preferred embodiment of the invention. 

Figure 10 is a graph illustrating the correlation 
between %GHb levels determined using the Abbott IMx® GHb 
assay and the preferred embodiment of the invention. 

Figure 11 is a graph illustrating a run-to-run 
correlation when determining %GHb levels using the preferred 
embodiment of the invention. 

Figure 12 is a graph illustrating the results of 
testing whole blood samples to determine %GHb levels using a 
one- step (simultaneous) format according to one embodiment 
of the invention. 

Figure 13 is a graph illustrating the results of 
testing whole blood samples to determine %GHb levels using 
Cortex polyclonal goat ant i -human hemoglobin labeled with 
acridinium according to one embodiment of the invention. 

Figure 14 is a graph illustrating the results of 
testing whole blood samples to determine %GHb levels using 
BiosPacific monoclonal anti -human hemoglobin labeled with 
acridinium according to one embodiment of the invention. 

Figure 15 is a graph illustrating the results of 
testing whole blood samples to determine %GHb levels using 
BiosPacific polyclonal goat anti -human hemoglobin labeled 
with acridinium according to one embodiment of the 
invention. 

Figure 16 is a graph illustrating the results of 
testing whole blood samples to determine %GHb levels using 
Dako polyclonal rabbit anti -human hemoglobin labeled with 
acridinium according to one embodiment of the invention. 



Detailed Description of the Preferred Embodiments 

Per cent glycated hemoglobin (%GHb) is determined 
following hemolysis of the red blood cells in whole blood to 
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release hemoglobin/ after which samples are diluted and 
incubated with a solid phase having a boronate reactive 
group to which glycated hemoglobin binds. Subsequently, or 
simultaneously, the sample mixture is reacted with a labeled 
ant i -hemoglobin Ab. The resulting signal is detected and is 
directly proportional to the %GHb in the sample. The method 
according to the various embodiments of the invention thus 
eliminates the need for two measurements: one for GHb and 
another for total hemoglobin, with a ratio to then determine 
% GHb. 

Without being limited to any one particular 
theory, it appears that glycated hemoglobin binds to the 
boronate affinity complex attached to the solid phase. 
Total hemoglobin may compete directly with glycated 
hemoglobin for binding to the solid phase and thereby permit 
the accurate determination of the per cent glycated 
hemoglobin in a single measurement. 

Whole blood can be hemolyzed in a variety of ways, 
either by diluting the whole blood sample in water, or, more 
preferably, using an agent such as a nonionic surfactant 
detergent, like TRITON® X-100. Hemolysis releases 
hemoglobin and its derivatives from the red blood cells for 
analysis. 

The GHb assay according to the present, invention 
is based on the affinity of boronic, phenylboronic, boric 
acid and boronate etc. (hereinafter "boronate") compounds or 
moieties for glycated hemoglobin. Boronate reacts with GHb 
in a sample through the cis-diol moiety of glucose bound to 
hemoglobin, forming a f ive-membered ring structure. A 
boronate group can be attached to a solid phase covalently, 
by a variety of chemistries, or electrostatically, and 
methods for doing so have been described in the art, 
including, for example, US Patent No. 5,459,080, 
incorporated herein by reference. 

The solid phase itself can be chosen from a 
variety of materials including, but not limited to beads, 
microparticles, magnetic microparticles , microtiter plates, 
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tubes, and the like, made of polystyrene, polyacrylamide,- - 
agarose, dextran, latex, silica, glass, etc., which may be 
further derivitized to include functional surface groups. 
These functional surface groups include, but are not limited 
to aldehyde, aliphatic amine, aromatic amine, amide, 
carboxylic acid, sulfhydryl, chloromethyl , epoxy, hydrazide, 
hydroxyl, etc., which can then be covalently coupled to the 
boronate or boronate support following standard coupling 
techniques known to those skilled in the art. Preferred 
solid phases include amino f unctionalized magnetic latex 
particles and particularly preferred carboxylated magnetic 
latex particles, which have been derivatized to amino 
particles using a diamine and standard coupling techniques. 
The diamines include, but are not limited to, 
e thylenediamine , 1,6- hexanediamine , 1,4- trans - 
cyclohexanediamine, with ethylenediamine being preferred. 

Preferred functional surface moieties for 
attachment of boronate compounds can be chosen from a 
variety of materials including, but not limited to, 
carboxymethylamylose, carboxymethylcellulose, polyaspartic 
acid, polyglutamic acid, polylysine, polyacrylic acid, 
proteins, albumins, antibodies, etc. and can be coupled via 
known techniques to the solid phase. Preferred functional 
surface moieties are carboxymethylcellulose, with 
carboxymethylamylose being particularly preferred. 

Boronate compounds for use with the method of the 
invention include those described in Gallop, US Patent No. 
4,4 96,722, incorporated herein by reference. Preferred 
compounds include 4-carboxyphenylboronic acid, 3-nitro-5- 
carboxyphenylboronic acid and m-aminophenylboronic acid 

(APBA) . Particularly preferred is m-aminophenylboronic acid 

(APBA) . 

GHb bound to a solid phase through a boronate 
attachment group may then be detected using an antibody 
which recognizes a portion of the hemoglobin molecule, such 
antibody being attached or conjugated to a detectable 
moiety. The labeled component may be an antibody, and 
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desirably may be a monoclonal or polyclonal antibody (Ab) , 
or Ab fragment containing the antigen binding site, or 
complementarity determining region (CDR) , such as an F(ab') 2 
or Fab fragment. The detectable moiety or label may be a 
radioactive, fluorescent or chemi luminescent substance, or 
an enzyme. Alternatively, a labeled-second Ab which 
recognizes the species specific Fc fragment of the first Ab 
may also be used. Also, it is possible to simply have a 
label as the labeled component. In all cases, signal would 
be generated and detected depending on the type of labeling 
substance employed. 

As another alternative, in place of an added 
label, the bound hemoglobin itself, due to its peroxidase- 
like properties, can generate a detectable signal. This is 
accomplished by adding hydrogen peroxide, with or without 
addition of another substrate (e.g. isoluminol) . 

Preferably, whole blood samples are lysed and 
diluted using methods known in the art. The blood cells are 
lysed using agents available to the skilled artisan. Of 
those, surfactants, and particularly nonionic surfactants, 
are preferred. A 1:80 dilution is typical, using for 
example, 0.5% TRITON® X-100 nonionic surfactant. Azo- 
valeric initiated, carboxylated magnetic microparticles are 
coated with an amine, preferably ethylenediamine (EDA) , to 
which is attached a polymer, preferably a polymeric anion, 
and particularly carboxylic acid based polymeric anion, and 
a boronate compound. Especially preferred is 
carboxymethylamylose (CMA) and m-aminophenylboronic acid 

(APBA) using 1 -Ethyl- 3- (3-dimethylaminopropyl) carbodiimide 
hydrochloride (EDAC) as the functional surface moiety. The 
derivatized microparticle is then incubated with the lysed 
sample. After washing, monoclonal ant i -hemoglobin Ab 
labeled with acridinium is added. Following incubation and 
washing, trigger reagents are added and the resulting 
chemiluminescent signal is measured as Relative Light Units 

(RLU) . Other methods of reading the signal generated by the 
labeled component are also within the scope of the 
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invention. Calibrators or standards that are run with the - 
assay provide calibration (or standard) curves from which 
the %GHb in the sample is determined using the measured 
chemiluminescent signal. The measured chemiluminescent 
signal is directly proportional to the %GHb in the sample. 

Examples 

The following examples serve to demonstrate 
various embodiments of the invention. These are provided by 
way of illustration only, and should not be construed as 
limiting the scope of the invention. 

Briefly, %GHb was determined following hemolysis 
of whole blood to release hemoglobins, after which samples 
were diluted and incubated with a solid phase having a 
boronate reactive group to which glycated hemoglobin binds. 
Subsequently, or simultaneously, the sample mixture was 
reacted with a labeled ant i- hemoglobin Ab. After washing, 
the resulting signal was detected and was directly 
proportional to the %GHb in the sample . 

The following examples will show different methods 
for hemolysis and dilution, different means for attaching a 
boronate group to magnetic microparticles, and use of 
different ant i- hemoglobin antibodies. All methods use a 
sulfopropyl acridinium ester (10- (3 -sulf opropyl) -N-tosyl-N- 
(2-carboxypropyl) -9 -acridinium carboxamide) for 
chemiluminescent labeling of Ab as set forth and described 
in US Patent No. 5,468,646 and US Patent No. 5,543,524, 
incorporated herein by reference, with detection of Relative 
Light Units (RLU) to quantify the amount of Ab, and 
therefore %GHb, detected. 

Example 1 Boronate attachment to magnetic microparticles 

A. CMA / MERQUAT® coated amino microparticles Two ml of 
amino magnetic microparticles (#AM 40-500, Spherotech, 
Libertyville, IL) at 5% solids were washed 3 times with 10 
ml of 50 mM 2- (N-Morpholino) ethanesulf onic acid, pH 6.2 (MES 
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buffer) . The washed microparticles were then incubated in 10 
ml of MES buffer containing 24 0 mg of carboxymethylamylose 
(CMA; #C4947, Sigma, St. Louis, MO) and 96 mg of l-ethyl-3- 
(3-dimethylaminopropyl) carbodiimide hydrochloride (EDAC) 
for 60 minutes at room temperature on a rotator. After 
incubation, the microparticles were washed 3 times with 100 
mM taurine buffer, pH 9.0, and resuspended in 10 ml of a 2% 
Merquat solution. 

The CMA/Merquat coated microparticles were used in 
conjunction with the IMx® GHb Polyanion Reagent (Abbott 
Laboratories, Abbott Park, IL) as will be described below in 
Example 4. A. and 4.B. This polyanion reagent consists of 
phenylboronic acid coupled to polyacrylic acid. 

B. CMA-APBA coated amino microparticles Two ml of 
amino magnetic microparticles (#AM 40-500, Spherotech, 
Libertyville, IL) at 5% solids were washed 3 times with 10 
ml of MES buffer. The washed microparticles were then 
'incubated in 10 ml of MES buffer containing 240 mg of CMA 
and 96 mg of EDAC for 60 minutes at room temperature on a 
rotator. After incubation, the microparticles were 
attracted to a magnet and the supernatant discarded. 
Microparticles were washed once with 10 ml of MES buffer, 
then incubated in 10 ml of MES buffer containing 46.5 mg of 
m-aminophenylboronic acid (hemisulf ate) (APBA) and 96 mg 
EDAC for 60 minutes at room temperature on a rotator. After 
incubation, the microparticles were washed 3 times with 100 
mM taurine buffer, pH 9.0, and resuspended in 10 ml of the 
same buffer. 



C. CMC-APBA coated amino microparticles Two ml of 
amino magnetic microparticles (#AM 40-500, Spherotech, 
Libertyville, IL) at 5% solids were washed 3 times with 10 
ml of MES buffer. The washed microparticles were then 
incubated in 10 ml of MES buffer containing 240 mg of 
carboxymethylcellulose (CMC) (MW 250,000; #41931-1, Aldrich, 
Milwaukee, WI) and 96 mg of EDAC for 60 minutes at room 
temperature on a rotator. After incubation, the 
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microparticles were attracted to a magnet and the - - 

supernatant discarded. Microparticles were washed once with 
10 ml of MES buffer, then incubated in 10 ml of MES buffer 
containing 46.5 mg of APBA and 96 mg EDAC for 60 minutes at 
room temperature on a rotator. After incubation, the 
microparticles were washed 3 times with 100 mM taurine 
buffer, pH 9.0, and resuspended in 10 ml of the same buffer. 

D. PAA-APBA coated amino micro particles Two ml of 
amino magnetic microparticles (#AM 40-500, Spherotech, 
Libertyville, IL) at 5% solids were washed 3 times with 10 
ml of MES buffer. The washed microparticles were then 
incubated in 10 ml of MES buffer containing 209 mg of 35% 
polyacrylic acid (PAA) (MW 250,000; #41600-2, Aldrich, 
Milwaukee, WI) and 96 mg of EDAC for 60 minutes at room 
temperature on a rotator. After incubation, the 
microparticles were attracted to a magnet and the 
supernatant discarded. Microparticles were washed once with 
10 ml of MES buffer, then incubated in 10 ml of MES buffer 
containing 46.5 mg of APBA and 96 mg EDAC for 60 minutes at 
room temperature on a rotator. After incubation, the 
microparticles were washed 3 times with 100 mM taurine 
buffer, pH 9.0, and resuspended in 10 ml of the same buffer. 

E . TREN-CMA-APBA coated carboxvl mic roparticles Two 
ml of carboxyl magnetic microparticles (SP1267, Polymer 
Labs, Shropshire, UK) at 5% solids were washed 3 times with 
10 ml of MES buffer. The washed microparticles were then 
incubated in 10 ml of MES buffer containing 73 mg of Tris 
(2-aminoethyl)amine (TREN) and 96 mg of EDAC for 60 minutes 
at room temperature on a rotator. After incubation, the 
microparticles were attracted to a magnet and the 
supernatant discarded. Microparticles were washed 3 times 
with 10 ml of MES buffer, then incubated in 10 ml of MES 
buffer containing 120 mg CMA mg and 48 mg EDAC for 60 
minutes at room temperature on a rotator. After the second 
incubation, microparticles were washed once with 10 ml of 
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MES buffer, then incubated in 10 ml of MES buffer containing 
46.5 mg APBA and 96 mg EDAC for another 60 minutes at room 
temperature on a rotator. After this final incubation, the 
microparticles were washed 3 times with 100 mM taurine 
buffer, pH 9.0, and resuspended in 10 ml of the same buffer. 

F. TREN - CMC - APBA coated carboxvl microparticles Two ml 
of carboxyl magnetic microparticles (SP1267, Polymer Labs, 
Shropshire, UK) at 5% solids were washed 3 times with 10 ml 
of MES buffer. The washed microparticles were then incubated 
in 10 ml of MES buffer containing 73 mg of Tris (2- 
aminoethyl) amine (TREN) and 96 mg of EDAC for 60 minutes at 
room temperature on a rotator. After incubation, the 
microparticles were attracted to a magnet and the 
supernatant discarded. Microparticles were washed 3 times 
with 10 ml of MES buffer, then incubated in 10 ml of MES 
buffer containing 120 mg CMC (MW 700,000; #41933-8, Aldrich, 
Milwaukee, WI) and 4 8 mg EDAC for 6 0 minutes at room 
temperature on a rotator. After the second incubation, 
microparticles were washed once with 10 ml of MES buffer, 
then incubated in 10 ml of MES buffer containing 46.5 mg 
APBA and 96 mg EDAC for another 60 minutes at room 
temperature on a rotator. After this final incubation, the 
microparticles were washed 3 times with 100 mM taurine 
buffer, pH 9.0, and resuspended in 10 ml of the same buffer. 

G. APBA coated carboxvl microparticles Two ml of 
carboxyl magnetic microparticles (SP1340, Polymer Labs, 
Shropshire, UK) at 5% solids were washed 3 times with 10 ml 
of MES buffer. The washed microparticles were then incubated 
in 10 ml of MES buffer containing 43.2 mg of APBA and 96 mg 
of EDAC for 60 minutes at room temperature on a rotator. 
After incubation, the microparticles were washed twice with 
10 ml of 50 mM taurine buffer, pH 9.0, and resuspended in 10 
ml of the same buffer. 



V 
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H. EDA-CMA-APBA coated carboxyl microparticles Two 
ml of azo-valeric initiated carboxylated magnetic 
microparticles (AB007C, Polymer Labs, Shropshire, UK) at 5% 
solids were washed 3 times with 10 ml of MES buffer. The 
washed microparticles were then incubated in 10 ml of MES 
buffer containing 15 1 of ethylenediamine (EDA) and 10 mg 
of EDAC for 60 minutes at room temperature on a rotator. 
After incubation, the microparticles were attracted to a 
magnet and the supernatant discarded. Microparticles were 
washed 3 times with 10 ml of MES buffer, then incubated in 
10 ml of MES buffer containing 120 mg CMA mg and 19.6 mg 
EDAC for 60 minutes at room temperature on a rotator. After 
the second incubation, microparticles were washed once with 
10 ml of MES buffer, then incubated in 10 ml of MES buffer 
containing 46.5 mg APBA and 96 mg EDAC for another 60 
minutes at room temperature on a rotator. After this final 
incubation, the microparticles were washed 3 times with 50 
mM taurine buffer, pH 9.0., and resuspended in 10 ml of the 
same buffer. 

Example 2 — Antibody Conjugation with Acridinium Antibody 
to be conjugated was first dialyzed against 3 changes of 
phosphate buffered saline (PBS) , utilizing 4 to 6 hours per 
dialysis change. Antibody was then diluted to a 
concentration of 1 mg/ml . While mixing the 1 mg/ml antibody 
solution, 10% 3- [ (3-cholamidopropyl) -dimethyammonio] -1- 
propane sulfonate (CHAPS) and 5 ug/ml sulfopropyl acridinium 
ester was added. This was mixed for 10 minutes at room 
temperature then loaded onto a 120 ml bed volume (1.6 x 60 
cm) Pharmacia Sephacryl S-200 column. The column buffer 
used was 2.28 mM sodium phosphate monobasic, 7.68 mM sodium 
phosphate dibasic, 145 mM NaCl, 0.1 % CHAPS, pH 6.3. One ml 
fractions were collected, and those fractions with an 
absorbance at 280 nm greater than or equal to 0.1 were 
pooled. The acridinium- labeled antibody was diluted to a 
final concentration of 40 ng/ml in Conjugate Diluent (10 mM 
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MES, 150 mM NaCl, pH 6.3. containing 2% bovine serum albumen"* 
(BSA) and 0.5% TRITON® X-100) . 

Example 3 GHb Assay Protocol Microparticles were washed 
with 100 mM taurine buffer, pH 9.0 and resuspended in the 
same buffer at 0.1 % solids, unless stated otherwise. Whole 
blood samples were lysed and diluted, then 50 1 of sample 
was mixed with 50 1 of microparticles and incubated at 37°C 
for 18 minutes. The particles were then attracted to a 
magnet and washed 4 times with 1 ml of Common Buffer (4 mM 
sodium phosphate, 150 mM NaCl, pH 7.5 containing 0.05% Brij 
and 0.1 % NaN 3 ) . 

Fifty microliters of acridinium- labeled antibody to 
human hemoglobin, prepared as in Example 2., was added to 
the washed microparticles. Labeled antibody was incubated 
with microparticles for 4 minutes at 37°C, then particles 
were attracted to a magnet and washed 4 times with 1 ml of 
Common Buffer. 

Chemi luminescent signal was generated by adding Trigger 
Reagents of 0.053% HN0 3 , 1.2% H 2 0 2 and 0.9% 

Diethylenetriaminepentaacetic acid (DPTA) followed by 0.35 N 
NaOH and 2% TRITON® X-100. The chemiluminescent signal was 
measured in Relative Light Units (RLU) . 

Example 4 Use of Boronate magnetic microparticles i n GHb 
assay 

Six to eight whole blood samples were selected for 
testing that would cover a clinical range of %GHb levels 
based on their %GHb levels in the IMx® GHb assay (Abbott 
Laboratories, Abbott Park, IL) . 

A. CMA/Merouat coated particles: Sample ± Polvanioh 
Reagent Whole blood samples were lysed by diluting them 1:5 
in distilled water. The hemolysate was then further diluted 
1:16 in 0.5% TETRONIC®1307 (BASF #550193, Mount Olive, NJ) 
in PBS. Microparticles prepared in Example l.A. were washed 
with 100 mM taurine buffer, pH 9.0, then resuspended in the 
same taurine buffer at 0.1% solids. The diluted whole blood 
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samples were mixed with an equal volume of the IMx® GHb 
Polyanion Reagent (Abbott Laboratories, Abbott Park, IL) and 
incubated at 37°C for 7 minutes to allow the GHb in the 
sample to bind to the boronate group of the Polyanion 
Reagent. After incubation, 50 1 of this mixture was mixed 
with 50 1 of microparticles, incubated and washed as in 
Example 3. 

A DEAE-purif ied mouse monoclonal antibody (IgGjto human 
hemoglobin (clone MIH 9505, Medix Biotech, Inc., San Carlos, 
CA) which had been labeled with acridinium as in Example 2 - , 
was added to the washed microparticles and the experiment 
completed as in Example 3 . Figure 1 shows that the 
chemiluminescent signal (RLU) was directly proportional (R = 
0.956) to the %GHb in the sample. 

B. CMA/Merauat coated particles + Polya nion Reagent 
The CMA/Merquat coated microparticles from Example l.A. were 
overcoated with the IMx® GHb Polyanion Reagent (Abbott 
Laboratories, Abbott Park, IL) by washing the microparticles 
with 100 mM taurine buffer, pH 9 . 0 and resuspending them in 
the Polyanion Reagent at 0.1% solids. Microparticles were 
then washed with 100 mM taurine buffer, pH 9.0 to remove 
excess Polyanion Reagent, and resuspended in the taurine 
buffer at 0.1% solids. 

Fifty microliters of sample hemolysate, prepared as in 
Example 4. A., was then mixed with 50 1 of microparticles 
and the GHb assay was performed as described in Example 3 
using the same antibody as in Example 4. A. Figure 2 shows 
that the chemiluminescent signal (RLU) was directly 
proportional (R = 0.984) to the %GHb in the sample. 

C. CMA-APBA coated particles Whole blood samples were 
selected as in Example 4. A. and hemolyzed by diluting 1:80 
in 0.5 % TRITON® X-100 in distilled water. The GHb assay 
was then performed as in Example 3. using the microparticles 
from Example l.B. and the same antibody as in Example 4. A. 
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Figure 3 shows that the chemiluminescent signal (RLU) was" 

directly proportional (R = 0.981) to the %GHb in the sample. 

D. CMC-APBA coated particles The GHb. assay was 
performed as in Example 3. using samples prepared as in 
Example 4.C., the microparticles from Example l.C. and the 
same antibody as in Example 4. A. Figure 4 shows that the 
chemiluminescent signal (RLU) was directly proportional (R = 
0.961) to the %GHb in the sample. 

E. PAA-APBA coated particles the GHb assay was 
performed as in Example 3. using samples prepared as in 
Example 4.C., the microparticles from Example l.D. and the 
same antibody as in Example 4. A. Figure 5 shows that the 
chemiluminescent signal (RLU) was directly proportional (R = 
0.928) to the %GHb in the sample. 

F. TREN-CMA-APBA coated particles The GHb assay was 
performed as in Example 3. using samples prepared as in 
Example 4.C., the microparticles from Example I.E. and the 
same antibody as in Example 4. A. Figure 6 shows that the 
chemiluminescent signal (RLU) was directly proportional (R = 
0.978) to the %GHb in the sample. 

G. TREN- CMC-APBA coated particles The GHb assay was 
performed as in Example 3. using samples prepared as in 
Example 4.C., the microparticles from Example l.F. and the 
same antibody as in Example 4. A. Figure 7 shows that the 
chemiluminescent signal (RLU) was directly proportional (R = 
0.994) to the %GHb in the sample. 

H. APBA coated particles The GHb assay was performed 
as in Example 3. using samples prepared as in Example 4.C., 
the microparticles from Example l.G. and the same antibody 
as in Example 4. A. Figure 8 shows that the chemiluminescent 
signal (RLU) was directly proportional (R = 0.991) to the 
%GHb in the sample. 
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I. EDA-CMA-APBA coated particles The GHb assay was 
performed as in Example 3 . using samples prepared as in 
Example 4.C., the microparticles from Example l.H. and the 
same antibody as in Example 4. A. (The procedure in this 
format is referred to as the IPLS GHb assay.) Figure 8A 
shows that the chemiluminescent signal (RLU) was directly 
proportional (R = 0.985) to the %GHb in the sample. 

Example 5 Correlation of IPLS GHb ass ay with Biorad 
niamat HPLC and Abbott IMx® GHb 110 whole blood samples 
were obtained from a hospital lab, where previously they had 
been tested for GHb using the Biorad Diamat HPLC method to 
obtain %HbAlc levels. Boronate affinity binding methods, 
such as are used in the assays described here, detect all 
GHb species, including HbAlc . - Since there is a linear 
relationship between GHb and HbAlc, comparisons can be made 
between tests measuring GHb and HbAlc. 

The IPLS GHb assay was performed as in Example 4.1. 
with the 110 samples prepared as in Example 4.C. Results 
were correlated with the Biorad Diamat HPLC (Brea, CA) and 
IMx® GHb (Abbott Laboratories, Abbott Park, IL) assays 
(Figures 9 and 10 respectively) . 

The correlation between the IPLS GHb and the Biorad 
Diamat HPLC assays (Figure 9) was 91%. The correlation 
between the IPLS GHb and the IMx® GHb assays (Figure 10) was 
93%. 

Additionally, two runs were performed on the same 110 
samples using the IPLS GHb assay to determine the run-to-run 
correlation. The results, shown in Figure 11., indicated 
excellent agreement (98%) between the two runs (Run 1 vs. 
Run 2) . 

Example 6 One Step Format The hemolysate samples were 
prepared as in Example 4.C. Microparticles, prepared in 
Example l.H., were washed with 50 mM taurine buffer, pH 9.0 
and resuspended in the same buffer at 0.1% solids. The 
labeled antibody was the same antibody as in Example 4. A. 
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The assay was performed by incubating 50 1 of hemolysate, 
50 1 of microparticles and 50 1 of acridinium- labeled 
antibody at 37°C for 25 minutes. The particles were then 
attracted to a magnet and washed 4 times with 1 ml of Common 
Buffer. Chemiluminescent signal was generated by adding 
Trigger Reagents. Figure 12 shows that the chemiluminescent 
signal (RLU) was directly proportional (R = 0.973) to the 
%GHb in the sample. Thus the assay accurately detects %GHb 
in both one-step and two-step formats. 

Example 7 -- Use of Different Antibodies Previous examples 
all use a DEAE-purif ied mouse monoclonal antibody (IgGj to 
human hemoglobin from Medix Biotech. Other antibodies, 
including polyclonal, from different species, and 
monoclonal, can also be used. 

The GHb assay was performed as in Example 3 . except 
both incubations were done at 37°C for 10 minutes, with 
samples prepared as in Example 4. A., the microparticles 
from Example l.A. and the following antibodies to human 
hemoglobin labeled with acridinium as in Example 2: (1) 
polyclonal goat anti-human hemoglobin (#CR8000 GAP, Cortex 
Biochem, San Leandro, CA) , (2) monoclonal ant i -human 
hemoglobin (#A36380, BiosPacific, Emeryville, CA) , (3) 
polyclonal goat anti-human hemoglobin (#G32100, BiosPacific, 
Emeryville, CA) , and (4) polyclonal rabbit anti-human 
hemoglobin (#A118, Dako Corp. , Carpinteria, CA) . Results, 
shown in Figures 13 through 16, indicate that the 
chemiluminescent signal (RLU) was directly proportional to 
the %GHb in the sample. The correlation coefficients (R 
values) for. assays using each Ab were 0.982, 0.975, 0.946 
and 0.869 respectively. Thus, polyclonal or monoclonal 
antibodies to human hemoglobin are useable in this assay 
format for accurately detecting %GHb. 

While the invention has been described in each of its 
various embodiments, it is expected that certain 
modifications thereto may be effected by those skilled in 
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the art without departing from the true spirit and scope of 
the invention as set forth in the specification and 
accompanying claims. 



WO 98/40750 



PCT/US98/05005 



21 

CLAIMS 

What is claimed is: 

1. A one -read method of determining the percentage of 
glycated hemoglobin (GHb) in a blood sample, which comprises 

the steps of: 

a) lysing a blood sample to release said glycated 

hemoglobin; 

b) incubating said lysed blood sample with a 
solid phase, said solid phase being coupled to a boronate 
moiety; 

c) adding a labeled component specific for 
hemoglobin to said sample; and 

d) measuring the resultant signal; and 

e) determining a percentage of glycated 
hemoglobin in the sample based on said resultant signal. 

2. The method of claim 1, wherein said solid phase is 
selected from the group consisting of beads, microparticles, 
magnetic microparticles, microtiter plates and tubes. 

3. The method of claim 1, wherein said boronate moiety is 
selected from the group consisting of boric acid, boronate 
compounds and phenylboronic acids. 

4. The method of claim 3, wherein said phenylboronic acids 
are selected from the group consisting of 4- 
carboxyphenylboronic acid, 3-nitro-5-carboxyphenylboronic 
acid and m-aminophenylboronic acid (APBA) . 

5. The method of claim 1, wherein said labeled component is 
selected from the group consisting of labeled monoclonal and 
polyclonal antibodies, and other labeled molecules with an 
affinity for hemoglobin. 
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6 . The method of claim 5., wherein said labeled component is 
selected from the group consisting of labeled monoclonal 
antibodies. 

7. The method of claim 1, wherein said labeled component 
is a label. 



8 '. The method of claim 1, wherein the label of said labeled 
component is selected from the group consisting of 
radioactive, fluorescent or chemiluminescent substances or 
enzymes . 

9. The method of claim 1, with the proviso that total 
hemoglobin is not measured. 

10 A one-read method of determining the percentage of 
glycated hemoglobin (GHb) in a blood sample, which comprises 

the steps of: 

a) incubating a lysed blood sample with a solid 
phase, said solid phase being coupled to a boronate moiety; 

b) adding a labeled component specific for 
hemoglobin to said sample; and 

c) measuring the resultant signal from said 

labelled component; and 

d) determining the percentage of glycated 

hemoglobin in said sample. 

11. The method of claim 10, with the proviso that total 
hemoglobin is not measured. 

12. A one-read method of determining the percentage of 
glycated hemoglobin (GHb) in a blood sample, which comprises 
the steps of: 

a) lysing a blood sample to release said glycated 
hemoglobin; 
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b) incubating said lysed blood sample with a 
solid phase, said solid phase being coupled to a borohate 
moiety; 

c) measuring the resultant signal; and 

d) determining a percentage of glycated 
hemoglobin in the sample based on said resultant signal. 



WO 98/40750 



1/17 



PCTAJS98/05005 



in 

CM 



o 

CM 



in 



2> 

3 

UL 



S3 
X 

o 



to 
co 

+ o 

X CO 

CO If) 

n <=> 

H » 

>.o: 



in 



§ 
o 

o 
o 



o 
o 
o 

o* 

00 



o 
o 
o 

s 



o 
o 
o 

o" 



o 

CM 



my 



WO 98/40750 



2/17 



PCTAJS98/05005 




my 



WO 98/40750 



4/17 



PCT/US98/05005 




WO 98/40750 



6/17 



PCTAJS98/05005 




ma 



WO 98/40750 



7/17 



PCT/US98/05005 




WO 98/40750 



9/17 



PCT/US98/05005 




ma 



WO 98/40750 



10/17 



PCT/US98/05005 




(SHdl) qH9% 



WO 98/40750 



11/17 



PCT/US98/05005 




(Sldl) qH9% 



WO 98/40750 



12/17 



PCT/US98/05005 



to 
CM 




WO 98/40750 



14/17 



PCT/US98/0500S 



in 




ma 



WO 98/40750 



15/17 



PCT/US98/05005 




WO 98/40750 



16/17 



PCT/US98/05005 




INTERNATIONAL SEARCH REPORT 



In .tlonal Application No 

PCT/US 98/05005 



A. CLASSIFICATION OF SUBJECT MATTER 

IPC 6 G01N33/72 G01N33/543 



According to International Patent Classification (IPC) or to both national classification and IPC 



B. FIELDS SEARCHED 



Minimum documentation searched (classification system followed by classification symbols) 

IPC 6 G01N 



Documentation searched other than minimumdocumentation to the extent that such documents are included in the fields searched 



Electronic data base consulted during the international search (name of data base and, where practical, search terms used) 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 



Category * Citation of document, with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



US 4 269 605 A (DEAN PETER D 6 ET AL) 26 
May 1981 

see the whole document 

WO 92 22818 A (ABBOTT LAB) 23 December 
1992 

see the whole document 

EP 0 708 337 A (FUJI PHOTO FILM CO LTD) 24 
April 1996 

see the whole document 

WO 93 18407 A (ABBOTT LAB) 16 September 
1993 

see the whole document 

-/-- 



1-11 
12 

1-11 
12 

1-11 
1-12 



Further documents are listed in the continuation of box C. 



ID 



Patent family members are listed in annex. 



• Special categories of cited documents : 

"A" document defining the general state of the art which Is not 

considered to be of particular relevance 
"E" earlier document but published on or after the international 

filing date 

•V document which may throw doubts on priority claim(s) or 
which is cited to establish the publication date of another 
citation or other special reason (as specified) 

"O" document referring to an oral disclosure, use, exhibition or 
other means 

"P" document published prior to the international filing date but 
later than the priority date claimed 



T" later document published after the international filing date 
or priority date and not in conflict with the application but 
cited to understand the principle or theory underlying the 
invention 

"X" document of particular relevance; the claimed invention 
cannot be considered novel or cannot be considered to 
involve an inventive step when the document is taken alone 

"Y" document of particular relevance; the claimed invention 

cannot be considered to involve an inventive step when the 
document is combined with one or more other such docu- 
ments, such combination being obvious to a person skilled 
in the art. 

document member of the same patent family 



Date of the actual completion of theinternational search 



8 June 1998 



Date of mailing of the international search report 



18/06/1998 



Name and mailing address of the ISA 

European Patent Office, P.B. 5818 Patentlaan 2 
NL-2280 HV Rijswijk 
Tel. (+31-70) 340-2040, Tx. 31 651 epo nl, 
Fax: (+31-70) 340-3016 



Authorized oflicer 



Hart-Davis, J 



Form PCT/ISA/210 (second sheet) (July 1992) 



page 1 of 2 



INTERNATIONAL SEARCH REPORT 



Int tional Application No 

PCT/US 98/05005 



C(Continuation) DOCUMENTS CONSIDERED TO BE RELEVANT 



Category > Citation ol document, with indication.where appropriate, of the relevant passages 



Relevant to claim No. 



US 4 861 728 A (WAGNER DANIEL B) 29 August 
1989 

see the whole document 

WO 90 13818 A (HOLMES MICHAEL JOHN ;AXIS 
RESEARCH (NO) ) 15 November 1990 
see the whole document 

EP 0 455 225 A (NACALAI TESQUE INC) 6 

November 1991 

see the whole document 



1-12 



1-12 



1-12 



Form PCT/tSA/21 0 (continuation ol second sheet) (July 1992) 



page 2 of 2 



INTERNATIONAL SEARCH REPORT 

Information on patent family members 



Int ional Application No 

PCT/US 98/05005 



Patent document 




Publication 


Patent family 




Publication 


cited in search report 




date 


members) 




date 


US 4269605 


A 


26-05-1981 


GR 

□D 


2024829 A,B 


16-01-1980 


WO 9222818 


A 


23-12-1992 


PA 


2102526 


A 


20-12-1992 








EP 


0590047 


A 


06-04-1994 








JP 


6508690 


T 


29-09-1994 








us 


5589393 


A 


31-12-1996 








us 


5686316 


A 


1 1-1 1-1 QQ7 
XI 11 177/ 


Lr U/UOOO/ 


A 


t4 v4 177U 


JP 


8122335 A 


1/ U3 1SJO 


WO 9318407 


A 


16-09-1993 


CA 


2102417 A 


05-09-1993 








EP 


0589001 A 


30-03-1994 








JP 


6507978 T 


08-09-1994 








US 


5478754 A 


?fi-1 ?_1 QQC 
CO 1l 1773 


IK /lflfi179fl 
Uo HOOl/tO 


A 
n 


9Q-Hft-1 QAQ 
C7 UO 1:707 


NONE 








un om iaift 
wu yui joio 


A 


i c_i i -1 Qon 
ID 11 I77U 


AT 


117806 


T 


1 t-fi?— 1 QQC 
10 KJC 177D 








AU 


642879 


B 


U*t 11 








AU 


5667090 


A 


ii iyyu 








CA 


2055430 


A 


i o-i i -loon 








DE 


69016423 


D 


U7 UO 1770 








DE 


69016423 


T 


1 A —HA— 1 QQC 

m uo iyyo 








OK 


.471774 


T 


on-ir*— i oac 

CM Uj 1373 








EP 


0471774 


A 


OA-HO— 1 QQO 
CO \JC i77£ 








ES 


2067029 


T 


1 1 QQC 
lO UO 








FI 


100437 


B 


9ft— 1 1 _1 QQ7 
CO 11 177/ 








HU 


66835 


A 


30-01-1995 








JP 


8012196 


B 


07-02-1996 








KR 


9610697 


B 


U/ UO 177U 








HI A 

NO 


302784 


B 


QQft 

CKJ u4 I77O 








US 


5242842 


A 


\J f U7 X?7J 


EP 0455225 


A 


06-11-1991 


DE 


69108439 


D 


04-05-1995 








DE 


69108439 


T 


27-07-1995 








JP 


2543630 


B 


16-10-1996 








JP 


5087809 A 


06-04-1993 



Forni PCT/ISA/210 (patent family annex) <Juty 1992) 



